Accumulation of RPFs at the beginning of coding region was observed, plausibly caused by the cycloheximide treatment. Therefore, total number of RPFs and RNA reads mapping to the CDS excluding the first 15 or last 5 codons (region in grey) were counted and fed into the analysis of translational regulation, following published methods.
Supplementary Figure 4: Lineage specific marker gene expression reflects quality of isolation of desired cell population.
Shown are the RNA-Seq plots for several well-known lineage specific markers. FACS-isolated mesoderm cells specifically express mesoderm cell markers T and Myod1; the forelimb expresses mesoderm marker Myod1 and ectoderm marker Krt15 and the neural tube expresses markers of neuronal cell fate: Sox2 and Wnt7a. The lack of detectable expression of endoderm cell marker Cdx1 further ensures the purity of the isolation of desired cell population.
Supplementary Figure 5:
The network of enriched Gene Ontology (GO) categories (molecular function) among TE-low genes in mesoderm at E11.5. The GO terms cluster into several functional groups represented by different color-shaded circles. Each node represents one enriched GO term color-coded by its adjusted p-value (FDR) of enrichment, with size of the node proportional to the number of associated TE-low genes. Edges indicate similarity (Kappa score >0.4) between the two connected GO terms. The number of TE-low genes is shown in the parenthesis following the name of each GO term. The most significantly enriched GO term from each group is designated as the leading group term and highlighted in bold italic.
Supplementary Figure 6:
RNA-Seq and Ribo-Seq plots of TE-low genes in the Shh and Hippo pathway. Shown are the E11.5 mesoderm RNA-Seq and Ribo-Seq plots for several Shh and Hippo pathway genes with low TE (analyzed in Figure 3 ). Majority of reads map to exons (noting that the read density peak in the Lats2 intron 4 and Sav1 intron 2 are from the opposite strand).
Supplementary Figure 7: General features of translationally regulated transcripts.
Compared to all transcripts analyzed, TE-low transcripts (blue) overall have longer 5'UTRs with higher numbers of uAUG; conversely, TE-high transcripts (red) have shorter 5'UTRs with a much lower number of uAUGs. **p<0.01; NS, not significant (one-way ANOVA test). pGL3-Ptch1 mut for upstream STOP codon +2 frameshift Ptch1 Fluc Amp
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